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PROCESS FOR THE IMPROVEMENT OF SPERMATOZOA FERTILIZATION ACTIVITY 

FIELD OF THE INVENTION 
The invention relates to a process for the improvement of spermatozoa fertilization activity, in 
particular for the increase of spermatozoa motility by inhibiting the enzyme phosphatidylinositol-3 
kinase (PI3K). The invention further relates to uses and methods of PI3K inhibitors in infertility and 
assisted reproduction techniques as well as to a medium for storage and/or transportation of 
spermatozoa comprising PI3K inhibitors. 

BACKGROUND OF THE INVENTION 
The infertility of a couple is defined as the inability of the woman to conceive after at least a year of 
regular unprotected sexual relations. Infertility may be caused by a multitude of factors, in which 
male factors play a fundamental role in around 40-50% of cases. Reduced male fertility is generally 
linked to alterations in seminal parameters such as morphology, motility and sperm coimt. 

Various assisted fertilization techniques (ARTs) are proposed as treatment for infertility of the 
couple, in many cases making it possible to overcome the problem of both male and the female 
factors. These methods, the choice of which depends on the type of diagnosis made, may involve 
the collection of male and female gametes (spermatozoa and oozytes). The further treatment varies 
according to the cause of the infertility. The gametes may be transferred directly into the Fallopian 
tube (GIFT= gamete intra fallopian transfer) or are brought into contact with each other in a test 
tube. If the latter leads to fertilization of the oozyte, the resulting zygote or embryo is transferred 
into the uterus (IVFET = In Vitro Fertilization and Embryo Transfer). 

When infertility is due to male factor(s), parameters of the seminal liquid and in particular the count 
and motility of spermatozoa determine the choice of the particular assisted fertilization method 
used. In the most serious cases of male-factor infertility the spermatozoa count and/or their motility 
is very low. The fertilization activity of semen is usually assessed in a spermogram. According to 
WHO standards, which can be taken from the "WHO manual*' (WHO laboratory manual for the 
examination of human semen and sperm-cervical mucus interactions, 4*** edtition, Cambridge 
University Press 1999), semen are classified into the following groups: 

• Normozoospermia: When all the spermatozoal parameters are normal together with normal 
seminal plasma ,WBCs (White blood cells) and no agglutination; 
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• Oligozoospermia: When sperm concentration is < 20 miliioii/ml; 

• Teratozoospermia: Fewer than 50% spermatozoa with forward progression(categories (a) and 
(b)) or fewer than 25% spermatozoa with category (a) movement; 

• Asthenozoospermia: Fewer than 50% spermatozoa with normal morphology; 

• Oligoasthenoteratozoospeimia: Signifies disturbance of all the three variables (combination of 
only two prefixes may also be used); 

• Azoospermia: No spermatozoa in the ejaculate. 

Normal values of semen parameters have been issued by WHO that are generally used as reference. 
The fraction of motile sperm in semen is measured either by manual counting or using a computer 
assisted semen analysis (CASA) system. Motility is assessed at the time of semen liquefaction and 
after 1 and 3 hours to detect asthenozoospermia. Manual counting classifies sperm cells into 4 
categories (immotile, locally motile, non linear and linear motile) using qualitative subjective 
criteria of selection. Many infertility centers now use CASA systems for objective measurements of 
sperm motion and positive correlations have been found between motion parameters such as the 
amplitude of lateral head displacement, curvilinear velocity, linearity and straight-line velocity and 
fertilization rates in vitro but the threshold levels for these motion characteristics have not yet been 
established to meet a general consensus. 

In case of severe male factor infertility, micro-assisted fertilization techniques can be used. Among 
these techniques, intracytoplasmatic sperm injection (ICSI) is the most conunon and has the highest 
percentage of success. However, the safety of the ICSI procedure for the health of the resulting 
conceptus or embryo is still matter of debate (Edwards, 1999; Luetjens et al., 1999). In addition, 
ICSI is far more expensjve and more time consuming.as compared to IVF. 

Thus, the possibility to recover a higher number of spermatozoa showing a higher motility could 
allow several oligoasthenospermic men to enter IVF rather than ICSI programs. 

Various methods have attempted at increasing the motility of the spermatozoa, like treatment of 
spermatozoa with pentoxyphylene, platelet activating factor or progesterone, for instance. However, 
the results obtained are variable and the responsiveness of the spermatozoa is not predictable. 
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Therefore, the finding of new methods and agents to improve sperm cell motility, leading to an 
improvement of the fertilization activity or fertilization rate, is highly desirable and urgently 
needed. 

Phosphatidylinositol-3-kinases (PI3Ks) belong to a family of enzymes involved in signal 
transduction of tyrosine kinase receptors. Phosphatidylinositol-3-kinases, also called 
phosphoinositide-3-kinases (PI3Ks) generate lipids which are implicated in receptor-stimulated 
signalling and in the regulation of membrane traffic. Several distinct classes of PI3Ks have been 
identified that have been conserved throughout eukaryotic evolution. Potential signalling pathways 
downstream of PI3Ks have been elucidated and PI3K function is being characterized in several 
model organisms, as reviewed e.g. by Vanhaesebroeck et al. (1997). PI3Ks are heterodimeric 
enzymes present in various isoforms and composed of a catalytic subunit of 110 kDa, which is 
associated with a regulating subunit of 85 kDa. 

In somatic cells phosphoinositide-3 -kinases (PI3-kinases) are activated upon interaction with both 
receptor tyrosine kinases (RTK) and G-proteins resulting in the production of moieties involved in 
the inositol phospholipid signalling pathway. The enzyme is also present and active in human 
spermatozoa. 

Several selective inhibitors of PI3Ks have been described. Wortmannin is one of the most well- 
known specific inhibitors, Wortmannin and analogs thereof are described, for example, in EP 0 635 
268 Al, EP 0 648 492 A2 or EP 0 658 343 Al. These compounds are known to be involved in the 
treatment of neoplasms, atherosclerosis, and bone disorders. Other phosphatidylinositol-3 -kinase 
inhibitors are 2-(4-morpholinyl)-8-phenyl-4H-l-benzopyran-4-one (LY294002), described in 
Vlahos et al. (1994 and 1995), related to the bioflavonoid quercetin (Vlahos et al., 1994), for 
example. 

None of these phosphatidylinositol-3-kinase inhibitors have been described to improve spermatozoa 
fertilization activity so far or are known to be involved in fertilization. 
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SUMMARY OF THE INVENTION 
It has now been found in accordance with the invention that inhibitors of the enzyme 
phosphatidylinositol-3-kinase can significantly improve the parameters determining sperm cell 
fertilization activity, in particular the sperm cell motility. 

The invention therefore relates to a process for enhancing spermatozoa fertilization activity, in 
particular for increasing the motility of the spermatozoa, comprising treating the spermatozoa with a 
phosphatidylinositol-3 kinase (PI3K) inhibitor. The invention further relates to spermatozoa in 
which the activity of the phosphatidylinositol-3 kinase is inhibited, as well as to the use of a PI3K 
inhibitor for improving the fertilization rate in assisted reproduction techniques (ART). A third 
aspect of the invention concerns the use of a phosphatidylinositol-3 kinase (PI3K) inhibitor for the 
manufacture of a medicament for the treatment of infertility, in particular male infertility. A fourth 
aspect of the present invention relates to methods of ART therapy comprising treating spermatozoa 
with an phosphatidylinositol-3 -kinase inhibitor. A fifth aspect of the invention relates to a medium 
for storage and/or transportation of spermatozoa comprising a phosphatidylinositol-3-kinase 
inhibitor. 

BRIEF DESCRIPTION OF THE DRAWINGS 
Fig. 1 shows the effect of lO^iM of the PDK inhibitor LY294002 on the motility of spermatozoa. 
Fig. 1 A: Rapid progressive component in three individual patients. Each symbol represents 
one individual patient. Fig. 1 B: Rapid progressive motility (a) and rapid + slow progressive 
motility (a+b) of the spermatozoa; mean values ± SEM. P indicates the p-value. LY indicates 
LY294002. 

Fie. 2 shows the effect of lOOtiM LY294002 on the progressive motility of the spermatozoa 
obtained by the swim-up method. ' 

Fie. 3 shows the effect of lOj^M and lOOfiM LY294002 on the progressive motility of spermatozoa 
obtained by the swim-up method; mean values + SEM. C indicates control, LY indicates 
LY294002. The insert shows the effects of lOO^iM LY294002 on the vitality of spermatozoa 
obtained by the swim-up method. 

Fig. 4 shows the effect of lO^iM LY294002 on the progressive motility of spermatozoa obtained by 
the swim-up method. Fig. 4 A shows the effect on the tBpid progressive component (motility 
a) in individual patients. Each symbol indicates an individual patient. Fig. 4 B shows a 
histogram depicting the effect on the fast progressive motility (a) and the fast plus slow 
progressive motility (a+b) of spermatozoa (mean values ± SEM). 
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Fig. 5 shows a dose-response curve of increasing concentrations of LY294002 (jiM) (x-axis) on the 
rs^id forward motility of the spermatozoa (y-axis) obtained by the swim-up method. 

Fig. 6 shows a histogram depicting the sperm parameters VCL (percentage curvilinear velocity), 
VAP (average path velocity), VSL (straight-line velocity) and HA (hyperactivated sperm 
fraction), as detemiined by computer aided sperm analysis (CAS A) in sperm samples from 12 
different oligoasthenospermic subjects. 

Fig. 7 shows a histogram depicting the effect of different amounts of Lithiumchloride (LiCI) with 
and without 10 of LY294002 on the percentage forward motility of sperm cells. 

DESCRIPTION OF THE INVENTION 
It is an object of the present invention to provide a process for improving the spermatozoa 
fertilization activity, in particular for increasing the motility of spermatozoa. The process according 
to the invention comprises treating the spermatozoa with a phosphatidyl inositoI-3 kinase (PI3K) 
inhibitor. 

The invention is based on the finding that phosphatidylinositol-3-kinase inhibitors have a 
pronounced positive effect on parameters determining sperm cell fertilization activity, i.e. the 
parameters relevant to the capacity of sperm cells to fertilize an oozyte. The most important factors 
involved in the ability to fertilize are the number of active spemis and the motility of the 
spermatozoa. According to the WHO manual, motility of 50% is considered the lower limit of 
normality. 

it has now been foimd in accordance with the invention that the number of motile sperms obtainable 
from semen samples as well as the motility of the individual spermatozoa can be significanUy 
increased by PI3K inhibitors, thus indicating the role of PI3IC inhibitors as enhancers of fertility. 
This effect is detectable in normospermic individuals. However, it is even more marked in 
spermatozoa displaying pathogenic features, like oligoasthenospermic patients, i.e. those patients 
having a reduced total ntunber of spermatozoa and a reduced spermatozoa motility. The invention 
renders it possible to increase the percentage of spermatozoa with progressive motility, thus 
significantly improving the probability of successful fertilization. Thus, the process according to the 
invention helps patients avoid using ICSI in favor of less invasive ART, like conventional IVF. 

The terms "spermatozoa" or "sperm (cells)" are used synonymously herein and relate to male 
gametes. "Semen" or "seminal fiuid/liquid" contain sperm cells as well as seminal plasma. 
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The term "increase of spermatozoa fertilization activity" means any enhancement, improvement, or 
change to the better of the paranieters determining the quality or activity of the sperm cell, such as 
e.g. percentage curvilinear velocity (VCL), average path velocity (VAP), straight-line velocity 
(VSL) and hyperactivated sperm fraction (HA). The quality of the spermatozoa determines the 
fertilization rate in assisted reproduction techniques. 

The term "increase" of spermatozoa motility as used herein is meant to encompass any 
improvement, enhancement, amelioration or change to the better of the quality or fertilization 
activity or motility or velocity of the cells. 

The term "Phosphatidylinositol-3-kinase" or "PI3K" as used herein encompasses any member of 
the PI3K family, i.e. those related enzymes having the activity outlined in the indroduction. 

An "inhibitor of phosphatidyiinositol-3-kinase" is also referred to as PI3K and inhibits the 
production of D-3 phosphoinositides in the cell. The term D-3 phosphoinositides is intended to 
encompass derivatives of phosphtidylinositol that are phosphorylated in the D-3 position of the 
inositol ring and comprises, for example, phosphatidylinositol(3)monophosphate (PI(3)P), 
phosphatidylinositol(3,4)bisphosphate (PI(3,4)P2) or phosphatidylinositol(3,4,5)trisphosphate 
{PI(3,4,5)P3). 

In a preferred embodiment, treating the spermatozoa with a phosphatidylinositol-3 kinase (PI3K) 
inhibitor is performed on the seminal liquid comprising the spermatozoa. Performing the method 
according to the invention directly on the seminal liquid without any further treatment has the 
advantage that it is simple and fast. Since the PI3K inhibitor of the invention enhances sperm cell 
motility, removal of the seminal plasma is not necessary. 

In a further preferred embodiment, the process further comprises separating the spermatozoa by 
spermatozoa separation methods used in assisted reproduction techniques (ART). 

Since seminal plasma contains factors that inhibit capacitation and fertilization as well as a 
considerable amount of non-motile spermatozoa even in a fertile individual, it is advantageous to 
separate motile sperm cells from fluid, non-motile and morphologically defective spermatozoa. This 
step is essential in traditional ART like IVF, GIFT or lUI. It leads to an enhancement of the 
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fertilization success rate also in the process according to the invention. It is evident from the 
examples that the increase in spermatozoa motility by a phosphatidylinositol-3-kinase inhibitor is 
even more pronounced in spermatozoa which have been separated from the seminal plasma. 

In a further preferred embodiment of the invention, separating the spermatozoa is performed by a 
method selected from the wash and spin method, the sedimentation method, the direct swim-up 
method, the pellet and swim-up method, and the buoyant density gradient method. 

These methods are well known in the art. They are traditionally used in assisted reproduction 
techniques and described in detail in ''A textbook of In vitro Fertilization and Assisted 
Reproduction, The Bourn Hall guide to clinical and laboratory practice, editor: Peter R. Brinsden, 
The Parthenon Publishing Group" (1999) on pages 204 to 208. This textbook is referred to 
hereinafter as the "Bourn Hall guide". 

Preferably, separating the spermatozoa is performed by the direct swim-up method. 

This method implies self-selection of motile sperms, essentially comprising layering an aliquot of 
medium on top of a semen sample and allowing it to stand a room temperature for a certain period 
of time. The motile sperm cells will migrate into the top layer (medium), from which they can be 
recovered. The method may also include centrifugation step(s). 

The advantage of "swim-up" selected spermatozoa is that the motile cells present in the sample are 
isolated and concentrated and that the proportion of morphologically normal sperm is increased. It 
is shown in the examples that the process according to the invention leads to an increase the amount 
of spermatozoa recovered from seminal fluid by the swim-up method. This is due to the increased 
motility of the sperms, which therefore migrate more quickly and in higher amounts into the upper 
phase of the sample. 

The method may be varied and combined with further isolation/separation techniques, depending on 
the amount of motile cells in the sample. For example, the swim-up procedure may be performed 
through the layering of 1 ml of medium containing albumin on a 1 ml of underlying seminal liquid 
in a test tube. After one hour of incubation at 37°C in the air or in 5% CO2 the upper phase of the 
medium to which the spermatozoa with better motility characteristics have migrated is collected. 
This technique may also comprise or be combined with a centrifugation step, for example 
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centrifugation on Percoll gradients. The separated, isolated or enriched spermatozoa are then used 
in assisted-reproduction techniques or may be deep-frozen before being &rther processed, for 
example. 

Advantageously, the incubation of spermatozoa with the PI3K inhibitor is carried out on the 
seminal fluid, and then swim-up selection is performed. Thereafter, the spermatozoa may be washed 
one or several times to eliminate the PI3K inhibitor, before being further processed for fertilization. 

Preferably, the process according to the invention is performed on mammal spermatozoa, in 
particular on human spermatozoa. 

In a highly preferred embodiment, the PI3K inhibitor is selected from the group consisting of 2 -<4- 
morpholinyl)-8-phenyl-4H-l-benzopyran-4-one (LY294002), wortmannin, quercetin, and 
derivatives and analogues thereof. 

LY294002 is the chemical compound 2-(4-morpholinyl)-8-phenyl-4H-l-benzopyran-4-one, as 
described by Vlahos et al. (1994). Derivatives or analogues thereof may also be used according to 
the invention. 

Wortmannin is a fungal metabolite derived from T. wortmannii (Kyowa Hakko Kohyo Co. Ltd.) or 
from P. fumiculosum (Sigma). Wortmannin and its derivatives are described in the European Patent 
Applications EP 0 635 268 Al. EP 0 648 492 A2 or EP 0 658 343 Al, for example. 

A further phosphatidylinositol-3-kinase inhibitor which can be used according to the invention is 
the bioflavenoid quercetin, or derivatives or analogues thereof Vlahos et al. (1994) discloses 
examples of quercetin and its derivatives or analogues. 

A process wherein the PI3K inhibitor is LY 294002 is highly preferred according to the invention. 
This agent has been shown to be particularly efficacious for the enhancement of sperm fertilization 
activity. 

Preferably, the spermatozoa are treated with an amount of PI3K inhibitor in the range of about 0.01 
to 1000 ^M, more preferably of about 5 to 500 ^M and most preferably of about 10 to 100 ^M. 
Treating the spermatozoa with the PI3K inhibitor advantageously comprises incubating the 
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spermatozoa for a period of time in the range of about 30 minutes to 10 hours, preferably about 1 to 
8 hours, most preferably about 2 to 6 hours at a temperature of about 37°C. 

It is a further object of the invention to provide spermatos^a having an improved ability of 
fertilization. Therefore the invention further relates to spermatozoa in which the activity of the 
phosphatidyIinositol-3 kinase is inhibited. The invention also relates to spermatozoa obtainable by 
the process described above. The spermatozoa in which the phosphatidylinositol-3-kinase is 
inhibited or which were obtained in a process according to the invention exhibit an improved 
fertilization activity, a higher motility as compared to untreated sperm cells and thus exhibit a better 
performance with regard to fertilization. 

As mentioned above, sperm cell fertilization activity determines the fertilization rate in ART. The 
invention therefore further relates to the use of a PI3K inhibitor for improving the fertilization rate 
in assisted reproduction techniques (ART). 

Any assisted reproduction method known in the art may be used according to the invention. In 
preferred embodiments, the assisted reproduction techniques are selected from in vitro fertilization 
(IVF), gamete intrafallopian transfer (GIFT), and intrauterine insemination (lUI). 

The invention further relates to the use of a phosphatidyiinositol-3 kinase (PI3K) inhibitor for the 
manufacture of a medicament for the treatment of infertility, in particular male infertility. While the 
invention is described in more detail for in vitro fertilization techniques, it will be appreciated by 
the person skilled in the art that the compoimd may be as efficient in terms of activity when 
administered in vivo. 

In this case, the medicament is preferably presented in the form of a pharmaceutical composition 
comprising the phosphatidylinositol-3 -kinase inhibitor together with one or more pharmaceutically 
acceptable carriers and/or excipients. Such pharmaceutical compositions form yet a further aspect 
of the present invention. 

An "effective amount" refers to an amoimt of the active ingredients that is sufficient to affect the 
fertilization activity, in particular the mobility of spermatozoa. The effective amount will depend 
on the route of administration and the condition of the patient. 



wo 01/07021 




PCT/EPOO/07108 



"Pharmaceutically acceptable" is meant to encompass any carrier, which does not interfere with 
the effectiveness of the biological activity of the active ingredient and that is not toxic to the 
host to vf)nch is administered. For example, for parenteral administration, the above active 
ingredients may be formulated in miit dosage form for injection in vehicles such as saline, 
dextrose solution, serum albumin and Ringer's solution. Besides the pharmaceutically 
acceptable carrier, the compositions of the invention can also comprise minor amounts of 
common additives, such as stabilisers, excipients, buffers and preservatives. 

The administration of such active ingredient may be by intravenous, intramuscular or subcutaneous 
route. Other routes of administration, which may establish the desired blood levels of the respective 
ingredients, are comprised by the present invention. 

The invention further relates to the use of a phosphatidylinositol-3 kinase (PI3K) inhibitor for the 
manufacture of a medicament for the improvement of spemiatozoa fertilization activity, in 
particular for the increase of spermatozoa motility. 

In preferred embodiments, the PI3K inhibitor is selected from the group consisting of 2 -(4- 
morpholinyl)-8-phenyl-4H-l-benzopyran-4-one (LY294002), wortmaimin, quercetin, and 
derivatives and analogues thereof. The use of LY294002 as phosphatidylinositoi-3-kinase inhibitor 
is highly preferred. 

It is a further object of the present invention to provide for an improvement of ART therapy. The 
improvement consists in including into known teclmiques for assisted fertilization a step comprising 
treating spermatozoa with a phosphatidylinositoI-3 kinase (PI3K) inhibitor. The further steps used 
in assisted reproduction techniques are well known to the person skilled in the art and can be taken 
form the WHO manual (supra) or the Bourn Hall guide (supra). 

In a preferred embodiment of the invention, the ART are selected from in vitro fertilization (TVF), 
gamete ind^allopian transfer (GIFT), or intrauterine insemination (lUI). 

It is a further object of the present invention to provide a medium for storage and/or transportation 
of spermatozoa having improved qualities. The invention therefore also relates to a medium 
comprising a phosphatidylinositol-3 kinase (PI3K) inhibitor. Apart from the PI3K inhibitor, the 
medium may contain any further component known to be useful for storage and/or transportation. 
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depending on the kind of storage and/or transportation required. For example, the spermatozoa may 
be stored at room temperature or by cryopreservation. The latter is common for the storage of the 
cells for a longer period of time. Specific examples of further components of the medium can be 
taken e.g. from WO 97/16965. Further specific media suitable for cryopreservation of semen are 
included in Appendix II, pp. 541 and 542 of the Bourn Hall guide (supra), for instance. They could 
be supplemented with a PI3K inhibitor according to the invention to improve the fertilization 
activity, in particular the motility of the sperms before fertilization takes place. 

In a preferred embodiment, the medium comprises mammal spermatozoa, in particular human 
spermatozoa. Preferable, PI3K inhibitor present in the medium according to the invention is 
selected from the group consisting of 2-(4-morpholinyl)-8-phenyl-4H-l-benzopyran-4-one 
(LY294002), wortmannin, quercetin, and derivatives and analogues thereof. In a highly preferred 
embodiment, PDK inhibitor is LY294002. 

In yet a further preferred embodiment, the medium according to the invention comprises amounts of 
the PI3K inhibitor in the range of about 0.01 to 1000 ^M, preferably of about 5 to 500 ^iM, and 
most preferably of about 10 to 100 )xM. 

Having now described the invention, it will be more readily understood through reference to the 
following examples that are provided by way of illustration and are not intended to be limiting the 
present invention. 

EXAMPLES 

In the experiments the following examples are based on, standard methods of in vitro fertilization 
have been used. With regard to the details of these methods, reference is made to the "WHO 
manual" (WHO laboratory manual for the examination of human semen and sperm-cervical mucus 
interactions, 4* edtition, Cambridge University Press 1999). In particular, the direct swim-up 
method can be taken firom pp. 1 04 to 1 06 of this manual. 

Example 1: Effect of LY294002 on the rapid motility of spermatozoa 

Spermatozoa were prepared according to the standard procedures of FVF. Briefly, spermatozoa were 
prepared from 3 oligoasthenospermic subjects undergoing semen analysis for couple infertility after 
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informed consent. 10 nM of the PI3K inhibitor LY294002 were added directly to the seminal liquid 
and incubated for 2 hours for two hours at 37°C and 5% CO2. The motility of the spermatozoa was 
then blindly evaluated under the microscope according to WHO manual procedures. The results of 
this evaluation are shown in Fig. 1. Incubation with the compound causes an increase of r^id 
motility of the spermatozoa in the seminal liquid (Fig. lA). Fig. 1 B shows that the increase was 
observed not only in the rapid mobility (a), but also in the percentage of forward motility (rapid and 
slow component a + b). 

In a group of 7 samples taken from seven individuals, the phosphatidylinositoI-3 -kinase inhibitor 
LY294002 was added in a higher concentration (100 ^M). After the incubation with the compound 
for two hours, swim-up selection of the spermatozoa was performed according to procedures 
described in the WHO-manual. The incubation of the sperm cells with a ten times higher 
concentration of the inhibitor (100 ^M) in combination with the swim-up selection resulted in a 
significant increase of progressive motility in all of the seven samples, as shown in Fig. 2. 

Table I summarizes the results obtained in a similar experiment in 20 oligoasthenospermic patients. 
The compoimd was added in a concentration of 10 fiM. The effects of LY294002 addition to 
seminal plasma on the percentage of sperm forward motility both in seminal plasma and in the 
recovered swim-up fraction measured after incubation with the compound resulted in an increase of 
39% of sperm forward motility in the seminal plasma and of 26% in swim-up selected sperm cells. 

Table II sunmiarizes the total sperm cell recovery in the swim-up, which was increased by 43% as 
compared to the control. Thus, incubation of semen with the phosphatidylinositol-3-kinase inhibitor 
leads to a significant increase in the recovery of spermatozoa during, swimrup selection... 



TABLE I 



% Sperm Forward Motility 
(n=20) 


Soerm in Seminal Plasma 


Swim uD-se 


ected SDcrm 


C 


LY10^iM 


C 


LY 10^*M 


35.7+5.1 


49.8±4.7 * 
p<0.001 
4* 39% 


54.2±4.5 


68.6+3.9 * 
p<0. 001 
'^ 26% 
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TABLE 11 



Sperm recovery in swim up (10^) 


C 


LY 10 HM 


13.3 ±3.9 
(n=20) 


19.0 ± 4.8 * p<0.005 
(n=20) 
4» 43% 



Fig. 3 summarizes the results obtained in a similar experiment on samples from higher numbers of 
patients. The sperm cells were submitted to the swim-up selection method. Treatment with lO^M of 
the phosphatidylinositol-3-kinase inhibitor LY294002 resulted in an increase of 58% in the 
progressive motility (21 patients) as compared to the control (40 patients, without LY294002). 
Treatment of samples from 29 patients with lOO^M of the inhibitor resulted in an increase of the 
motility of 67% as compared to the control, i.e. in an additional enhancement of spermatozoa 
motility of about 10%. 

The effect of lOOfiM of LY294002 on the viability of the spermatozoa was also assessed (see insert 
of Fig. 3). The incubation for two hours with the LY294002 did not alter the vitality of the cells, as 
evaliiated using the eosin test and hypo-osmotic swelling. Even after 48 hours of incubation, no 
effect on sperm viability was observed in any of the tested samples (not shown). 

Fig.. 4 shows the results of a. further, experiment carried out in the same manner as outlined above on 
samples from 12 individual patients. An improvement of percentage progressive motility after 2 
hours of incubation of the sperm cells with LY294002 was clearly detectable, both on the r£^id 
component (a) and on the rapid and slow component (a+b). 

The experiments described above were performed on samples from oligoasthenospennic 
individuals. The effects on the stimulation of progressive motility by LY294002 are more 
pronounced the more serious the sperm pathology of patients is (oligospermia, asthenospermia, 
teratospermia). However, the effect of this compound could also be observed in normospermic 
subjects. The effect of incubation with 10 LY 294002 for two hours followed by swim-up 
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selection resulted in an increase from 53.5 + 2.0 % to 76.3 + 1.5 % in the froward motility of 
spermatozoa from 88 randomly selected subjects (not shown). 

This effect of LY294002 on samples from normospermic individuals was dose-responsive, as 
shown in Fig. 5. The values for the rapid forward motility increased vwth increased doses of the 
inhibitor applied (from 0 to 1000 fiM). The values were calculated with respect to the control (zero) 
value. The expected sigmoidal curve demonstrates the dose-response effect of the inhibitor on the 
rapid forward motility of the treated versus untreated spermatozoa, showing an EC50 (effect dose of 
50%) of about 1 fiM. 

Similar effects on spermatozoa have been observed using an unrelated phosphatidylinositol-3- 
kinase inhibitor, wortmannin. 

The experimental evidence described above demonstrates that two different inhibitors of the 
enzyme phosphatidyIinositol-3-kinase are highly efficient in improving spermatozoa motility. This 
effect is particularly pronounced in pathogenic spermatozoa, but also detectable in normospermic 
individuals. The results presented above show that incubation of spemiatozoa with an 
phosphatidylinositoI-3-kinase inhibitor, if included in traditional assisted reproduction techniques, 
leads to an increase of sperm cell motility, thus enhancing the probability of fertilization in ART. 

Example 2 : Effect of LY294002 on further sperm cell parameters 

The increase in forward motility, demonstrated in Example 1, was associated with an increase in 
sperm parameters related to fertilization activity of the spermatozoa in vi/ro,. such as percentage 
curvilinear velocity (VCL), average path velocity (VAP), straight-line velocity (VSL) and 
hyperactivated sperm fraction (HA). These parameters were determined by computer aided sperm 
analysis (CAS A) in sperm samples fiom 12 different oligoasthenospermic subjects. The results are 
shown in Fig. 6. Each of these parameters were increased in a statistically significant manner by 
incubation with 10 ^M of LY294002 as compared to the control sample, indicating a significant 
overall improvement of sperm cell fertilization activity. 

Similar effects on spermatozoa have been observed using an unrelated phosphatidyIinositol-3- 
kinase inhibitor, wortmannin. 
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These results demonstrate the overall improvement of the relevant parameters related to sperm cell 
fertilization activity by phosphatidylinositol-3-kinase inhibitors. Since all of the above parameters 
are essential for the fertilization rate obtained in assisted fertilization techniques, the invention 
provides for an agent useful for the treatment of severely impaired male-factor infertility. 

Example 3 : Effect of LY294002 on forward motility of H202or LiCl treated spermatozoa 

It is well known that reactive oxygen species (ROS), which may be generated during sperm 
preparation for IVF, exert detrimental effects on sperm fertilization potential. In particular, among 
ROS, H2O2 strongly reduces motility when added to sperm samples at micromolar concentrations. 
Therefore, the effect of LY294002 on H2O2 treated sperm cells was evaluated. The compound was 
added to swim-up selected spermatozoa samples from oligoasthenospermic patients in amounts of 
10 yM either alone or in combination with 200 \xM of H2O2. It was observed that the detrimental 
effects exerted by 200 |j.M H2O2 on sperm motility were completely reversed by the addition of 
LY294002 to the incubation medium (Table III), demonstrating a protective activity of the 
compound with regard to ROS effects. 



TABLE III 



Control 


LY294002 


H2O2 


LY294OO2+H2O2 


(%) 


(%) 


(%) 


(%) 


45.4+5.0 


71.7+3.2** 


26.5+4.9** 


52.6±5.5* 


fn=12^ 


(n-12) 


fp=|2) 


fn=12) 



*P<0.002 vs H2O2; **P<0.0001 vs Control 



LiCl is also a known inhibitor of sperm cell motility. An incubation of swim-up selected 
spermatozoa with 10 jaM LY294002 for two hours either with or without different concentrations of 
LiCl resulted in reversing the effect of LiCl induced inhibition of sperm motility (Fig. 7) 
Similar effects on spermatozoa have been observed using an unrelated phosphatidylinositol-3- 
kinase inhibitor, wonmaimin. 

In this example, the activity of phosphatidylinositol-3-kinase inhibitors to rescue spermatozoa from 
deleterious agents, which may be generated in assisted fertilization techniques has been 
demonstrated. Therefore, the invention provides for a major improvement of ART, leading to a 
higher fertilization rate and eliminating some of the most serious drawbacks of these techniques. 
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CLAIMS 

1. Process for improving the fertilization activity of spermatozoa, in particular for increasing 
spermatozoa motility, comprising treating the spermatozoa with a phosphatidylinositol-3 kinase 
{PI3K) inhibitor. 

2. Process according to claim I, wherein treating the spermatozoa with a phosphatidylinositol-3 
kinase (PI3K) inhibitor is performed on seminal liquid comprising the spermatozoa. 

3. Process according to claim 1 or 2, further comprising separating the spermatozoa by 
spermatozoa separation methods used in assisted reproduction techniques (ART). 

4. Process according to claim 3, wherein separating the spermatozoa is performed by a method 
selected from the wash and spin method, the sedimentation method, the direct swim-up method, 
the pellet and swim-up method, the buoyant density gradient method. 

5. Process according to claim 4, wherein separating the spermatozoa is performed by the direct 
swim-up method. 

6. Process according to any of claims 1 to 5, wherein the process is performed on manunal 
spermatozoa, in particular on human spermatozoa. 

7. Process according to any of claims 1 to 6, wherein the PI3K inhibitor is selected from the group 
consisting of 2-(4-morpholinyl)-8-phenyl-4H-l-benzopyran-4-one (LY294002), wortmannin, 
quercetin, and derivatives and analogues thereof. 

8. Process according to claim 7, wherein the PDK inhibitor is LY294002. 

9. Process according to any of claims 1 to 8, wherein spermatozoa are treated with an amount of 
PI3K inhibitor in the range of about 0.01 to 1000 ^M, about 5 to 500 ^M, or about 10 to 100 

10. Process according to any of claims 1 to 9, wherein treating the spermatozoa with the PI3K 
inhibitor comprises incubating the spermatozoa for a period of time in the range of sibout 30 
minutes to 10 hours or about 1 to 8 hours or about 2 to 6 hours at a temperature of around 37'*C. 
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11. Spermatozoa in which the activity of the phosphatidylinositol-3 kinase is inhibited, 

12. Spermatozoa obtainable by the process according to any of claims 1 to 10. 

13. Use of a PI3K inhibitor for improving the fertilization rate in assisted reproduction techniques 
(ART). 

14. Use according to claim 12, wherein the assisted reproduction techniques are selected from in 
vitro fertilization (IVF), gamete intrafallopian transfer (GIFT), or intrauterine insemination 
(lUO. 

15. Use of a pho5phatidyiinositol-3 kinase (PI3K) inhibitor for the manufacture of a medicament for 
the treatment of infertility, in particular male infertility, 

16. Use of a phosphatidylinositol-3 kinase (PI3K) inhibitor for the manufacture of a medicament for 
improving spermatozoa fertilization activity, in particular for increasing spermatozoa motility. 

17. Use according to any of claims 13 to 16, wherein PI3K inhibitor is selected from the group 
consisting of 2-(4-morpholinyl)-8-phenyI-4H-l-benzopyran-4-one (LY294002), wortmannin, 
quercetin, and derivatives and analogues thereof 

18. Use according to claim 16, wherein the PI3K inhibitor is LY294002. 

19; Method of ART therapy, comprising treating spermatozoa with a phosphatidylinositol-3 kinase 
(PI3K) inhibitor. 

20. Method according to claim 19, wherein the ART are selected from in vitro fertilization (IVF), 
gamete intrafallopian transfer (GIFT), or intrauterine insemination (lUI). 

21. A medium for storage and/or transportation of spermatozoa comprising a phosphatidylinositol-3 
kinase (PI3K) inhibitor. 
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22. Medium according to claim 21 for the storage and/or transportation of manm:ial spermatozoa, in 
particular human spermatozoa. 

23. Medium according to claims 21 or 22, wherein the PI3K. inhibitor is selected from the group 
consisting of 2-(4-morpholinyl)-8-phenyl-4H-l-benzopyran-4-one (LY294002), wortmannin, 
quercetin, and derivatives and analogues thereof. 

24. Medium according to cljum 23, wherein the PI3K inhibitor is LY294002. 



25. Medium according to any of claims 21 to 24, comprising an amount of PI3K inhibitor in the 
range of about 0.01 to 1000 |iM, about 5 to 500 ^M, or about 10 to 100 \aM. 
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I. Basis of the report 

1 . With regard to the elements of the international application (Replacement sheets which have been furnished to 
the receiving Office in response to an invitation under Article 14 are referred to in this report as "originally filed" 
and are not annexed to this report since they do not contain amendments (Rules 70. 16 and 70, 1 7)}: 
Description, pages: 

1-16 as originally filed 

Claims, No.: 

1 -25 as originally filed 

Drawings, sheets: 

1/7-7/7 as originally filed 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the 
language in which the international application was filed, unless otherwise Indicated under this Item. 

These elements were available or furnished to this Authority in the following language: » which Is: 

□ the language of a translation furnished for the purposes of the International search (under Rule 23.1 (b)). 

□ the language of publication of the intemational application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 




3. With regard to any nucleotide and/or amino acid sequence disclosed In the international application, the 
intemational preliminary examination was carried out on the basis of the sequence listing: 



□ contained in the intemational application in written form. 

□ filed together with the intemational application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

□ fumished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently fumished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been fumished. 

4. The amendments have resulted In the cancellation of: 

□ the description^ pages: 

□ the claims. Nos.: 
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□ the drawings, sheets: 

5. □ This report has been established as if (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 

(Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 



6. Additional observations, if necessary: 



II. Priority 

1 . □ This report has been established as if no priority had been claimed due to the failure to fumish within the 

prescribed time limit the requested: 

□ copy of the earlier application whose priority has been claimed. 

□ translation of the earlier application whose priority has been claimed. 

2. □ This report has been established as if no priority had been claimed due to the fact that the priority claim has 

been found invalid. 

Thus for the purposes of this report, the international filing date indicated above Is considered to be the relevant 
date. 

3. Additional observations, if necessary: 
see separate sheet 



ill. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

1 . The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non- 
obvious), or to be industrially applicable have not been examined in respect of: 

□ the entire international application. 

la claims Nos. 1-6. 9-16, 19-22, 25 (partially) as to N, IS, lA; 1-10, 13, 14, 17, 19, 20 as to lA, 
because: 

la the said intennational application, or the said claims Nos. 1 -1 0. 1 3, 14, 1 7, 1 9, 20 as to lA relate to the 
following subject matter which does not require an international preliminary examination {specify^: 
see separate sheet 

□ the description, claims or drawings (indicate particular elements t)eloW^ or said cl€ums Nos. are so unclear 
that no meaningful opinion could be formed {specif^-. 



□ the claims, or said claims Nos. are so inadequately supported by the description that no meaningful opinion 
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could be formed. 

IS no international search report has been established for the said claims Nos. 1-6, 9-16, 19-22, 25 (partially). 

2. A meaningful international preliminary examination cannot be carried out due to the failure of the nucleotide 
and/or amino acid sequence listing to comply with the standard provided for in Annex C of the Administrative 
Instructions: 

□ the written form has not been furnished or does not comply with the standard. 

□ the computer readable form has not been fumished or does not comply with the standard. 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 




1. Statement 



Novelty (N) 


Yes: 


Claims 


8.18.24 -^XVIDH-OOT. 




No: 


Claims 


1-6, 9-16, 19-22. 25 (partially), 7. 17, 23 


Inventive step (IS) 


Yes: 


Claims 


8. 18, 24 




No: 


Claims 


1-6. 9-16. 19-22. 25 (partially), 7, 17. 23 


Industrial applicability (lA) 


Yes: 


Claims 


11, 12. 15. 16. 18.21-25 




No: 


Claims 





2. Citations and explanations 
see separate sheet 
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Re Item 11 

Priority 



The priority claimed for the present application Is valid for claims 1-6, 8, 11, 12, partially 
valid for claims 7, 9, 10, 15-18 and not valid for claims 13, 14, 19-25. The document 
cited as P-documents in the intemational search report are therefore considered as 
prior art in terms of Rule 64.1 (a) PCT for claims 7, 9, 10, 15-18 (partially) and for 
claims 13, 14, 19-25. 



Re Item III 

Non-establishment of opinion with regard to novelty, Inventive step and industrial 
applicability 

Claims 1-6, 9-16, 19-22, 25 relate to products/compounds defined by reference to a 
desirable characteristic or property, namely their ability to inhibit PI-3 kinase. 
The claims cover all products/compounds having this characteristic or property, 
whereas the application provides support within the meaning of Article 6 PCT and/or 
disclosure within In the meaning of Article 5 PCT for only a very limited number of such 
products/compounds. In the present case, the claims so lack support, and the 
application so lacks disclosure, that a meaningful search over the whole of the claimed 
scope is impossible. Independent of the above reasoning, the claims also lack clarity 
(Article 6 PCT), Consequently, the search has been carried out for those parts of the 
claims which appear to be clear, supported and disclosed, namely on compounds of 
claim 7 and on the general Idea underlying the present invention. 
Claims, or parts of claims, relating to Inventions In respect of which no international 
search report has been established need not be the subject of an intemational 
preliminary examination (rule 66.1(e) PCT). The following examination has therefore 
only been carried out for claims 7, 8, 17, 18, 23, 24 as well as claims 1-6, 9-16, 19-22, 
25 (partially, i.e. limited to the searched matter). 



Claims 1-10, 13, 14, 17, 19, 20 relate to subject-matter considered by this Authority to 
be covered by the provisions of Rule 67.1 (iv) PCT. Consequently, no opinion will be 
formulated with respect to the industrial applicability of the subject-matter of these 
claims (Article 34(4)(a)(i) PCT). 
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Re Item V 

Reasoned statement under Rule 66.2(a)(ii) with regard to novelty, inventive step or 
industrial applicability; citations and explanations supporting such statement 

1- Reference is made to the following documents. If not indicated othenA/ise, the 
relevant passages are those cited in the international search report. 

D1 : FRASER ET AL: 'Ca2+- regulating mechansims that modulate bull sperm 
capacitation and acrosomal exocytosis as determeined by Chlortetracycline 
analysis' MOL. REPROD. DEV., vol. 40, no. 2, 1995, pages 233-241, 
XPOO 1009962 

D2: NASS-ARDEN ET AL.: 'Modulation of mammalian pserm motility by 
quercetin' MOL. REPROD. DEV., vol. 25, no. 4, April 1990 (1990-04), pages 369- 
373, XP001 009971 

additional relevant passages : p. 370 
D3: ROLDAN ET AL.: 'Is a Ca2+-ATPase involved in Ca2+ regulation during 
capacitation and the acrosome reaction of guinea-pig spermatozoa ?' J. 
REPROD. FERTIL.. vol. 85, no, 1, January 1989 (1989-01), pages 297-308. 
XP001 009963 

additional relevant passages : Fig. 1 , Table 1 
D4: HAMMERSTEDT ET AL.: 'Motility, heat, and lactate production in ejaculated 

bovine spemri' ARCH. BIOCHEM. BIOPHYS., vol. 266, no. 1, October 1988 

(1988-10), pages 111-123, XP001 009970 

additional relevant passages : p. 112, right column - p. 113, left column 
D5: DASGUPTA ET AL.: 'A possible role for Ca2+-ATPase in human soerm 
capacitation' J. REPROD. FERTIL., vol. 102, no. 1, September 1994 (1994- 09), 
pages 1 07-1 1 6, XP001 009960 

additional relevant passages : p. 109, 1st paragraph 
D6: BREITBART : 'Calcium metabolism in spematozoa: a target for 

contraception' ADV. CONTRACEPTIVE DELIVERY SYSTEMS, vol. 9, no. 2- 

3, 1993, pages 93-95, XP001 009977 
D7: FRASER ET AL.: 'Ca2+-related changes in mouse sperm capacitation state: 

a possible for Ca2+-ATPase' J. REPROD. FERTIL., vol. 96, no. 1. 

September 1992 (1992-09), pages 363-377. XP001 009969 
D8: FISHER ET AL.: 'Phosphoinositide 3-kinase is involved in the induction of 
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the human sperm acrosome reaction downstream of tyrosine phosphorylation' 
MOL. HUMAN REPROD., vol. 4, no. 9, September 1998 (1998-09), pages 849- 
855, XP001 009974 

additional relevant oassaoes : p. 850, right column 
D9: FENG ET AL.: The c-kit receptor and its possible signaling transduction 
pathway in mouse spermatozoa' MOL. REPROD. DEV., vol. 49, no. 3, March 
1998 (1998-03), pages 317-326, XP001 009976 

2. Novelty (Art. 33 (2) PCT) and Inventive Step (Art. 33 (3) PCT) 

Claims 1, 2, 6, 7, 11, 12, 15-17, 21-23 and 25 lack novelty over documents D1- 
D9 in terms of Art. 33 (2) PCT, The novelty of claims 3, 4 is destroyed by 
documents D1-D5, D7-D9. Claim 5 lacks novelty over documents D8 and D9, 
claim 9 over documents D1-D3, D5-D8, claim 10 over documents D1-D3, 05, 
D7-D9, while document D3 destroys the novelty of claims 13, 14, 19 and 20. 

The substance LY294002 as well as Its inhibitory effect on P13K is not disclosed 
nor indicated by the prior art. Claims 8, 18 and 24 are therefore novel and 
inventive In temns of Art. 33 (2) (3) PCT. 

3. Industrial Applicability (Art. 33 (4) PCT 

For the assessment of the present claims 1-10, 13-20 on the question whether 
they are industrially applicable, no unified criteria exist in the PCT Contracting 
States. . The patentability can also be dependent upon the formulation of the 
claims. The EPO, for example, does not recognize as Industrially applicable the 
subject-matter of claims to the use of a compound In medical treatment, but may 
allow, however, claims to a known compound for first use In medical treatment 
and the use of such a compound for the manufacture of a medicament for a new 
medical treatment. 
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